. The genetic screen. In total, 10,639 F1 worms, corresponding to 21,278 haploid genomes, were screened and 71 mutants, designated with allele numbers kp-1 through kp-71, were isolated. Based on the germline phenotype, the mutants were broadly classified into three classes: class I, reduced germline; class II, tumourous germline; and class III, masculinized germline (mog) (see Fig. 1 and Table S1 ). So far, 37 of these alleles have been tested through complementation analysis; these 37 have been assigned to 29 different complementation groups. This screen also yielded new alleles of already known synthetic mutants of puf-8. The Hansen laboratory (University of Calgary, Canada) has isolated an allele of puf-8 as an enhancer of the tumour phenotype observed in weak gain-of-function alleles of glp-1 (Racher and Hansen, 2012). Both glp-1 and three of our class II alleles, kp16, kp31 and kp43, are on chromosome III. Therefore, we tested whether these three alleles map to glp-1 by complementation. All three alleles failed to complement ar202, a known allele of glp-1, confirming that these three are indeed new alleles of glp-1. Mutations in fbf-1 and lip-1 have been shown to display synthetic phenotype with puf-8(-) (Bachorik and Kimble, 2005; Morgan et al., 2010). Complementation analysis confirmed that kp8 and kp12 are alleles of fbf-1 and lip-1, respectively. Fig. S4 , the distal part of the gonad is oriented towards the left; the distal end is indicated by an asterisk. Although gametes are present in the feminized [fem-3(-) and fog-3(-)] hermaphrodites and males heterozygous for puf-8 [puf-8(+/-)], they are completely absent in the puf-8(-/-) homozygotes; instead, the proximal region of the puf-8(-/-) homozygous gonads are filled with mitotically proliferating cells. Hermaphrodites carrying loss-of-function in fem-3 or fog-3 fail to produce sperm, and make only oocytes. Hence these mutants are said to 'feminize' the hermaphrodite germline (Ahringer and Kimble, 1991; Chen et al., 2000).
Fig. S2. Mutations in kp1 and kp65 alleles disrupt the GTPase-activating domain (GAP) of GAP-3. (A) Electropherograms
showing the wild-type and mutant sequences around the mutated nucleotide. (B) Amino acid sequence of GAP-3. The amino acids changed into STOP (*) codons is highlighted in red. The GAP domain sequence is underlined. -8(-) , the punctate structures stained by the anti-LET-60 antibodies are larger and more numerous in the loop region of puf-8(-) gonad when compared with the wild type. See Fig.7 for the LET-60 expression pattern in the distal part of the gonad. Owing to strong LET-60 signals in the region shown above, the duration of exposure for the acquisition of LET-60 images shown here was about one-third of that in the images in Fig. 7 . Fig. S5 . Expression pattern of LET-60 in the pachytene region of wild-type gonads. Dissected gonad stained with anti-LET-60 antibodies and DAPI. Only the proximal half of the distal gonad is shown. Although the LET-60 signal is fainter in the distal (left) part of the late pachytene region, distinct puncta at the corners of the hexagonal germ cells are noticeable in most cells of the late pachytene region. Membrane localization of LET-60 is more readily observable in the rectangular immature oocytes at the loop region. 
